Antiserum to prolactin (PRL) of bullfrog (f), Rana catesbeiana, was produced by immunizing rabbits with the highly purified fPRL obtained from adenohypophyses of adult bullfrogs. In Ouchterlony's agar double diffusion test, a single precipitin line was produced between the fPRL antiserum and fPRL or the bullfrog pituitary extract. No precipitin line was produced between the antiserum and ovine PRL, bovine PRL, ovine growth hormone (GH) or fGH. The acetone-dried powder of bullfrog pituitary glands which had been incubated with the fPRL antiserum had much less potency in promoting collagen synthesis of the tail fin of bullfrog tadpoles than that incubated with normal rabbit serum. Histological studies on bullfrog adenohypophyses revealed that the cells that immunologically reacted with the antiserum to fPRL were erythrosinophilic.
fPRL and the RIA was applied to measure the plasma PRL levels in individual larval bullfrogs at various stages of development. In addition, cross reactivity of the pituitary homogenate of several amphibian species to the fPRL antiserum was studied.
Materials and Methods
For immunization, iodination and reference preparation, prolactin was purified from bullfrog (Rana catesbeiana) adenohypophyses by extraction of acetonedried powder with acid acetone and chromatography on DEAE-cellulose and Sephadex G100 as described previously (Yamamoto and Kikuyama, 1981) .
Antisera to fPRL were produced by immunizing four female white rabbits with highly purified fPRL. Each rabbit received 1mg fPRL dissolved in 1.5ml of saline and emulsified in an equal volume of Freund's complete adjuvant (Difco). Injections were performed subcutaneously at multiple sites 3times at 14day intervals. Two weeks after the last injection, all animals were bled. The resulting antisera were tested against fPRL and other hormones by Ouchterlony's immunodiffusion method (Ouchterlony, 1948) . The antisera were also tested at various concentrations for their ability to bind 125I-fPRL and the antiserum with the highest titre was used in the experiments on inactivation of bioactivity of fPRL, immunochemical staining and RIA. XXI) bullfrogs were parallel to that of the standard (Fig. 5) . The PRL concentration was estimated from the linear portion of each curve. The PRL level in adult frog plasma ranged from 62 to 100ng/ml. The plasma samples from the adult bullfrogs which had been hypophysectomized for 21days had no detectable immunoreactive PRL. Plasma PRL levels at various stages of development are shown in Fig. 6 . During preand prometamorphosis, and at the onset of metamorphic climax, immunoreactive prolactin levels in the plasma were relatively low. At stage XXIII, when the tail length became one third of the body length, the PRL level rose suddenly and at stage XXIV the level reached a plateau, followed by a slight decline at stage XXV when the tail disappeared completely.
